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Materials and Methods
RNA isolation and real-time quantitative RT-PCR
Total RNA was isolated using RNeasy (Qiagen, Valencia, CA). An aliquot (5 g) of extracted RNA was reverse transcribed into first-strand cDNA with a PX2 Thermal Cycler (Thermo Scientific), using 200 U/L M-MLV reverse-transcriptase (Invitrogen, Grand Island, NY) and 0.5 mg/L of oligo (dT)-adapter primer (Invitrogen, Grand Island, NY) in a 20-L reaction mixture. Real-time PCR for COX-2, p38, JNK, and GAPDH was performed with a Mini Opticon Real-Time PCR System (Bio-Rad, Hercules, CA), using iQ SYBR Green Supermix (Bio-Rad, Hercules, CA). The sequences of the primers were as follows: for COX-2, sense 5′-GCAAATCCTTGCTGTTCCAATC-3′ and antisense 5′-GGAGAAGGCTTCCCAGCTTTTG-3′; for p38 sense 5′-GGA GAA GAT GCT CGT TTT GGA-3′ and antisense 5′-TTG GTC AAG GGG TGG TGG-3; for JNK sense 5′-CGT CTG GTG GAA GGA GAG AG-3′ and antisense 5′-TAA TAA CGG GGG TGG AGG AT-3′; for SOD1 sense 5′-CCA GTG CAG GAC CTC ATT TT-3′ and antisense 5′-CAC CTT TGC CCA AGT CAT CT-3′; for GSH-Px1 sense 5′-GGT TCG AGC CCA ATT TTA CA-3′ and antisense 5′-CCC ACC AGG AAC TTC TCA AA-3′; for CAT sense 5′-GCT GAG AAG CCT AAG AAC GCA AT-3′ and antisense 5′-CCC TTC GCA GCC ATG TG-3′; for GAPDH, sense 5′-CGG AGT CAA CGG ATT TGG TCG TAT -3′ and antisense 5′-AGC CTT CTC CAT GGT GGT GAA GAC-3′. The PCR settings were as follows: initial denaturation at 95°C was followed by 35 cycles of amplification for 15 s at 95°C and 20 s at 60°C, with subsequent melting curve analysis, increasing the temperature from 72 to 98°C. Quantification of gene expression was calculated relative to GAPDH. 
